Significant deviation from Hardy-Weinberg equilibrium after correction for multiple tests (*P < 0.05, **P < 0.01).
METHODS AND RESULTS
Twenty-five to 30 individuals were collected from three populations each of the three Orinus species (248 total collections) (Appendix 1). In addition, representative individuals of O. thoroldii and O. kokonoricus were collected (Appendix 1), from which fresh leaves were obtained; these were immediately frozen in liquid nitrogen in the field and later stored at −80°C prior to RNA extraction. For all collections, voucher specimens were deposited at the Herbarium of the Northwest Plateau Institute of Biology (HNWP) (Appendix 1).
Total RNA and genomic DNA were extracted using a cetyltrimethylammonium bromide (CTAB) procedure (Ghangal et al., 2009 ). The RNA was quantified and its quality assessed using NanoDrop 2000 (Thermo Fisher Scientific, Waltham, Massachusetts, USA) and the Agilent 2100 Bioanalyzer (Agilent Technologies, Santa Clara, California, USA). The total RNA samples were purified to remove poly(A) tags using approximately 5 μg of RNAs and (dT)-conjugated beads (Life Technologies, Carlsbad, California, USA), and purified RNAs were divided into 200-bp fragments using divalent cations at 75°C. The first strand of cDNA was synthesized with reverse transcriptase and random hexamer primers, and the second strand was synthesized by RNase H (Invitrogen, Ghent, Belgium) and Taq DNA polymerase I (New England BioLabs, Ipswich, Massachusetts, USA). Finally, the cDNAs representing the transcriptome were sequenced on an Illumina (Solexa) Genome Analyzer II (Illumina, San Diego, California, USA). All sequence information has been deposited in the National Center for Biotechnology Information (NCBI) Sequence Read Archive (Bioproject no. PRJNA385721).
SSR primers were designed using the transcriptomes of O. thoroldii and O. kokonoricus. To accomplish this, 79,111,257 and 67,617,602 raw reads were first filtered from O. thoroldii and O. kokonoricus. As a result, 60,124,556 and 50,037,026 high-quality reads, respectively, were obtained for de novo assembly. De novo assembly was performed in Trinity 2.2 with default parameters (Grabherr et al., 2011) . From Trinity, 23,029 high-quality contigs were obtained from O. thoroldii and 24,086 from O. kokonoricus, representing total lengths of 20,808,832 and 22,281,570 bp, respectively, with an average size of 903 bp (N50 = 1188 bp) and 925 bp (N50 = 1203 bp). The assembly of each species was used to map the reads of the other using Bowtie 2 (Langmead and Salzberg, 2012) to identify an orthologous set of genes. Within the orthologous set, we searched for candidate SSRs using MISA 4.0 (http://pgrc.ipk-gatersleben.de/misa) and also identified single-nucleotide polymorphisms (SNPs) and insertion/deletion polymorphisms (indels) using SAMtools 1.4 (Li et al., 2009 ). Indels were selected as SSR candidates only if the indels appeared informative between the two species and could be confidently aligned at their 3′ and 5′ ends. In total, 58 polymorphic candidate loci were recovered from O. thoroldii and 52 from O. kokonoricus. For each locus, primers were designed in Primer3 (Rozen and Skaletsky, 2000) , and primers with binding sites containing SNPs were rejected. Thus, a total of 50 primers suitable for both species of Orinus were found. Ten individuals were selected from each of three species of Orinus to test the 50 primers. Amplification was performed using a standard 25-μL PCR reaction containing 1.00 μL of template DNA, 0.20 mM MgCl 2 , 0.25 mM dNTPs, 2.00 μM of each primer, 2.50 μL of 10× PCR buffer, 0.25 μL of Taq DNA polymerase (5 U·μL −1 ; TaKaRa Biotechnology Co., Dalian, Liaoning, China), and distilled water up to the final volume. The amplification was carried out under the following thermocycling protocol: enzyme initiation at 94°C for 5 min; followed by 36 cycles of denaturation at 94°C for 50 s, annealing at 49-58°C for 50 s (Table 1) , and 72°C for 1 min; and a final extension at 72°C for 10 min. Amplification success was determined by viewing the results in a 1.5% (w/v) agarose gel. Sixteen primers showed successful amplification in all three Orinus species, and all of them possessed clear polymorphisms (Table 1) .
Subsequently, the 16 primers were used to carry out fluorescence-based genotyping for all 248 sampled individuals of Orinus. Fluorescence-based genotyping was performed using a modification of the method presented in Hayden et al. (2008) . In brief, the forward primers for the 16 SSRs were labeled with 6-FAM fluorescent tags (Applied Biosystems, Foster City, California, USA) and PCR reactions were performed as described above. The labeled products were detected on an ABI 3730XL sequencer with the GeneScan 500 LIZ Size Standard (Applied Biosystems). The profiles of the amplified loci were examined using GeneMapper 3.7 (Applied Biosystems), and peaks were scored manually by visual inspection. Each SSR marker was characterized by calculating three measures of genetic diversity in GENEPOP 4.2 (Rousset, 2008) : number of alleles per locus, observed heterozygosity, and expected heterozygosity (Table 2) . By these measures, the markers were highly polymorphic, with the number of alleles ranging from one to seven within this genus, with an average of 2.6 alleles per locus. The expected and observed heterozygosity ranged from 0.00 to 0.83 and 0.00 to 1.00, respectively, with respective mean values of 0.32 and 0.34 (Table 2) .
